) was used for reverse transcription with primer ppH09 (Table S2) . Note, image brightness and contrast were enhanced in the transcription lane relative to the DNA sequence ladder. Sequencing template was a DNA fragment obtained by PCR amplification of chromosomal DNA from strain MA10306 (Table S1) with primers ppF86 and ppF36 (Table S2 ). Figure S3 . A. Phenotype of strains carrying an iroN-lacZ translational fusion and mutations in either of two potential translation initiation triplets (plus a fur deletion) on MacConkey lactose indicator plates. Red colony color indicates that the strain is Lac + . B. Activation of fepA-lacZ and iroN-lacZ fusions in the presence of increasing concentrations of dipyridyl. Bacteria were grown in the absence or in the presence of the indicated concentration of 2 2' dipyridyl. For each strain, ß-galactosidase activity is expressed as percentage of the respective activity in the ∆fur background. Strains used were MA10183 and MA10428 (Table S1) . Figure S4 . Putative base-pair interactions of RyhB1 and RyhB2 with sodB mRNA. The portions of sRNA sequences pairing with iroN mRNA are boxed in pink. sodB's AUG initiation codon is boxed in light green. RyhB2 has the possibility of forming a longer RNA duplex with sodB mRNA than RyhB1. Assay of ß-gal activity Figure S5 . Stimulation of iroN expression by RyhB1 and RyhB2 is independent of RNase E. Bacteria carrying temperature-sensitive RNase E allele rne-3071 combined with the iroN-lacZ translational fusion and either wild-type or deleted versions of ryhB1 and ryhB2 genes were grown at permissive temperature to mid-exponential phase and then shifted to 43°C. After 15 min incubation at this temperature, iron starvation was induced by the addition of 2,2' dipyridyl (250 µM). ß-galactosidase activity was measured one hour later.
Finding that RyhB1 and RyhB2 are still able to stimulate iroN-lacZ expression in the absence of RNase E suggests that their mechanism of action does not involve protection against RNase E cleavage. Figure S6 . A. PNPase is not required for the stimulation of iroN expression by RyhB1 and RyhB2. Bacteria carrying a deletion of the pnp gene, the iroN-lacZ translational fusion and either wild-type or deleted versions of ryhB1 and ryhB2 genes were assayed for ß-galactosidase activity. The significantly higher activity of the ryhB1 + ryhB2 + strain compared to the ∆ryhB1 ∆ryhB2 mutant suggests that the two sRNAs can enhance iroN expression in the absence of PNPase. The reduced extent of the sRNA-mediated activation in the ∆pnp strain, compared to the wild-type strain, is ascribable to the lower intracellular levels of RyhB1 (see panel B). B. Northern blot analysis of RNA fractionated by PAGE and hybridized to RyhB1-specific probe ppE17 (Table S3) Figure S7 . Regulation of iroN by RyhB1/2 does not involve the disruption of a secondary structure masking the ribosome binding site (RBS). A. Putative secondary structure in iroN 5' UTR (predicted by the Mfold algorithm; the first 20 nucleotides remain unpaired and are not shown). A plausible model for regulation posits that the structure sequesters the RBS (Shine-Dalgarno sequence shaded in light green) and that pairing of RyhB1/2 with its target sequence (pink shading) unfolds the structure relieving inhibition. The model predicts that changing the residues circled in light blue will destabilize the structure, thus activating iroN expression in the absence of RyhB1/2. B Mutagenesis of the sequence preceding the SD element. A double nt replacement A75U C76G (Mut #1) was introduced by recombineering using a linked KanR marker (inserted at codon 5) subsequently converted to a lacZ fusion (Table S3) . A 7 nt replacement converting the sequence from +77 to +83 to its complement (Mut #2) was constructed by two-step scarless recombineering (Experimental procedures; Table S3 ); a similar procedure, using a DNA fragment with the sequence of the 77-83 segment randomized, yielded Mut #3, Mut #4 and Mut #5. C. ß-galactosidase measurements in strains carrying the above mutants in the lacZ fusion context, show that none of them relieves the RyhB1/2 requirement for iroN activation (see text). ∆fur iroN-LacZ Figure S8 . ß-galactosidase activity of strains carrying the iroN-lacZ fusion with a mutation eliminating a putative AUG initiation codon near the 5' end of the transcript (T:A to G:C at position +7) and either wild-type or deleted versions of ryhB1 and ryhB2. Strains used were MA11061 and MA11085 (Table S1 ). Table S2 . DNA oligonucleotides used in this work (continued)
In oligonucleotides used as PCR primers in recombineering experiments, template-annealing sequences are shown in red (for further details, see Table   S3 ). Changes from the wild-type sequence are in bold underlined. a Template DNA was from the chromosome of the indicated strains ("MA" and "RB" numbers), plasmids (pKD3, pKD13, pSEB5) or from partially complementary primers ("self"). Strains MA3397 and MA7224 (sources of the tetRA and cat-3xFLAG modules, respectively) were previously described (Figueroa-Bossi et al., 1997 , Uzzau et al., 2001 . The genotypes of the remaining strains are listed in Table S1 . Plasmids pKD3, pKD13 are described in Datsenko & Wanner, 2000 ; plasmid pSEB5 is described in Figueroa-Bossi et al., 2006. 
